S2
. The crosslinked product is marked by an arrowhead. (c) An ELISA plate was coated with 250 ng of ErbB2 ECD, followed by incubation with 100 nM Herceptin Fab-VSF92 or Hereptin Fab-WT for 2.5 h at RT. Wells were washed (10 min with shaking at RT, 2 washes total) with either DPBS, pH 7.4 ("gentle wash") or 100 mM glycine, pH 2.8, 300 mM NaCl, 3% tween 20 ("stringent wash"), followed by probing retained Fab with an anti-human kappa light chain-peroxidase antibody and detection with a fluorogenic substrate. After stirring 10 min, the white solid was filtered, washed with diethyl ether (100 mL), and dried to afford a white solid (5.34 g, 16.1 mmol, 90%) as a TFA salt ( Figure S1B After stirring 10 minutes, the white solid was filtered, washed with diethyl ether (100 mL), and dried to give a white solid (3.53 g, 11.5 mmol, 32%) as an HCl salt ( Figure   S1C ). Tyr349Phe was used as a template for the generation of a directed library using mutagenic primers (Table S1) Positive selections were carried out for 40 h on GMML agar containing 50 µg mL -1 kanamycin, 25 µg mL -1 tetracycline, 70 µg mL -1 chloramphenicol, and 2 mM 1. The pBKAcrKRS-Lib plasmid was isolated from surviving colonies, and a second round of negative selection was carried out, followed by a second round of positive selection using 100 µg mL -1 chloramphenicol. From the surviving colonies, 20 were chosen at random and sequenced to reveal convergence to four unique sequences: AcrKRS-1, AcrKRS-2, AcrKRS-3, and AcrKRS-4 ( Figure S2A ). Plasmids (pBK-aaRS) encoding each of the AcrKRS candidates were co-transformed into DH10β cells with a plasmid Figure S8C ) was carried out essentially as above, using 100 nM Herceptin Fab-VSF92. After 2.5 h incubation with Fab at RT, wells were washed three times with 200 µL block buffer, followed by washing (10 min with shaking at RT, 2 washes total) with either DPBS, pH 7.4, or 100 mM glycine, pH 2.8, 300 mM NaCl, 3% tween 20. Wells were washed three more times with 200 µL block buffer, followed by detection as above.
p-vinylsulfonamido-(S)-phenylalanine (VSF, 3). To a solution of
ErbB2 ECD labeling with IRDye800CW-NHS ester. IRDye800CW-NHS ester (LI-COR (R) ) (50 µM) was reacted with 12 µM of the ErbB2 ECD (Sino Biologicals, Inc.) in 11 µL of DPBS, pH 8.5, for 2 h at 25 °C with shaking. Labeled protein was isolated from unreacted dye using 75 µL Zeba spin desalting columns with a 7 kDa MWCO (Pierce).
